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Figure 1 : Size exclusion chromatography (SEC) of heat- 
stressed MAb A. 



60 




-20 



10000 20000 30000 40000 50000 60000 70000 80000 90000 100000 110000 

Mass/Charge 



Figure 2: MALDI-TOF-MS mass spectra of a) 
non-deglycosylated and b) deglycosylated SEC 
fraction 'Peak 1' of the heat-stressed MAb A. 
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Figure 3: MALDI-TOF-MS mass spectra of a) 
non-deglycosylated and reduced and b) 
deglycosylated and reduced SEC fraction 'Peak 
1 ' of the heat-stressed MAb A. 
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Figure 4: MALDI-TOF-MS mass spectra of a) 
non-deglycosylated and b) deglycosylated 
SEC fraction Peak 2' of the heat-stressed 
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Figure 5: MALDI-TOF-MS mass spectra of a) 
non-deglycosylated and reduced and b) 
deglycosylated and reduced SEC fraction 'Peak 
2' of the heat-stressed MAb A. 
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Figure 6: RP-HPLC chromatography for 
LC-ESI-MS analysis of deglycosylated, 
reduced, and alkylated: a) SEC fraction 
'Peak 1\ b) SEC fraction 'Peak 2', and 
c) non-heated reference standard of 
MAb A. 
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b ) RP-HPLC Peak 1-C (Heavy Chain) 
100 q 

c 80 -E 
§ 60 - 
40 ~ 
20 



-Q 
< 



J2 

CD 

DC 



50196.0 



o 




| I I I — I — j — I 1 — J — I — j — I — I — I 1 — | — I I I — I — | — 1 — I 1 — I j — I — I — i — \ — | — I — \ — 1 — I — | 1 — I — 1 — I — j — i — I — | — I — | — I 1 — | — | 1- 

45000 46000 47000 48000 49000 50000 51000 52000 53000 54000 55000 

mass 



c ) RP-HPLC Peak 1-D (Light Chain) 
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d ) RP-HPLC Peak 1-E (Heavy Chain) 
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Figure 7: Reconstructed ESI-MS mass spectra for each peak a) 1-B, b) 1-C, c) 1-D, and d) 1-E shown in RP- 
HPLC chromatogram of deglycosylated, reduced, and alkylated SEC fraction Peak V of MAb A (Figure 6a). 
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Figure 8: Expansion of the reconstructed mass spectrum shown in Figure 7a. 



a ) RP-HPLC Peak 2-B (N-Terminal Fragment of Heavy Chain) 
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b ) RP-HPLC Peak 2-C (Light Chain) 
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c ) RP-HPLC Peak 2-D (Light Chain & N-Terminal Fragment of Heavy Chain) 
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Figure 9: Reconstructed ESI-MS mass spectra for each peak a) 2-B, b) 2-C, and c) 2-D, shown in RP- 
HPLC chromatogram of deglycosylated, reduced, and alkylated SEC fraction Peak 2' of MAb A (Figure 6b). 
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b ) RP-HPLC Peak 2-C (Light Chain) 
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c ) RP-HPLC Peak 2-D (Light Chain & N-Terminal Fragment of Heavy Chain) 
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Figure 10: Expansion of the reconstructed mass spectra shown in Figure 9. 
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Figure 11 



Heat-induced fragmentation of MAbs 
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Figure 12 



